[Abstract] Quantification of retroviral reverse transcriptase activity in retrovirus containing supernatant by quantitative reverse transcription PCR as a method for titration of HIV, lenti-and retroviral vectors is described here. The procedure was optimized for use with LightCycler 480 (Roche, Vilvoorde, Belgium) and ABI 7300 real-time PCR system (reagents and procedures that are system specific will be marked accordingly in the protocol).
A. Preparations:
1. Calculate the amount of samples that will be included in the RT assay (x samples). by removing the protective layer and press it to the plate using the applicator.
6. Spin the plate at 1,600 x g for 3 min at RT in table top centrifuge. Step 1: Reverse transcription (rt): 42 °C for 20 min.
Step 2: Pre-incubation: 95 °C for 5 min.
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Step 3: Amplification: 40 cycles of 95 °C for 5 sec 60 °C for 5 sec + detection 72 °C for 15 sec
Step 4: Melting curve
Step 5: Cooling b. Run on the ABI Prism 7300:
Reaction volume: 20 µl Program:
Step 1: Reverse transcription (rt): 42 °C for 20 min.
Step 2: Pre-incubation: 95 °C for 2 min.
Step 
Control samples C1, C2, C3:
3 retroviral supernatants of your choice that will be measured in each RT assay for quality control: The obtained RT activity of the control samples should be similar over different RT assays and offers a control for interrun variation. 
